One of the important biological activities of EB virus (Epstein, Achong & Barr, 1964) is the transformation of human leucocytes in vitro (Henle et aL I967; Pope, Horne& Scott, 1968) . Transformation in this context is defined as morphological change in a proportion of the cells, associated with continued cell proliferation leading to establishment of a lymphoid cell line. The transformation factor was identified as EB virus by showing that it had some of the general properties of herpes viruses and was neutralized specifically by human sera containing antibody to EB virus (Pope, Horne& Scott, 1969) .
Short communications receiving o.o2 ml by micropipette. After inoculation, the plastic lid was sealed onto the plate by adhesive tape, and the plates returned to the incubator. During incubation condensation sometimes formed on the surface of the plate and lid, and was carefully absorbed with a sterile paper tissue before the culture fluid was changed.
Approximately 3o ~ of the fluid was changed twice weekly. This otherwise laborious task was made somewhat simpler and more accurate by use of a stainless-steel suction manifold which could remove the required amount of fluid from a row of eight wells at once. The manifold was sterilized by flaming and allowed to cool between rows. New medium was added by Pasteur pipettes and the plates sealed again.
The cultures were examined at regular intervals on a Leitz inverted microscope (E. Leitz, Wetzlar, Germany) at regular intervals for I month. The first sign of transformation was the formation of small aggregates of irregular cells. Continued proliferation of these cells, with concurrent formation of large aggregates, indicated unequivocal transformation. Usually proliferation of the transformed cells continued for the whole observation period but in some cultures, inoculated with the most concentrated virus filtrates, the transformed cells grew actively for about I week then steadily deteriorated.
When infective preparations of EB virus were titrated the average period before transformation increased gradually with virus dilution, from a minimum of about ~ week with undiluted virus to about 3 weeks with dilutions of Io -~ or ro 4. Under these conditions transformation rarely occurred later than 3 weeks after inoculation. Transformation occurred uniformly in all cultures receiving dilutions below the endpoint region. The use of six replicate cultures allowed the titre of infectivity to be calculated by the method of Reed & Muench (I938) and the titre was expressed as the TCD5o/ml.
During the course of the first experiments there was nothing in the pattern of transformation in the plates to suggest that any cross-contamination by virus had occurred. The cells tended to remain at the bottom of the wells and accidental transfer of transformed cells from one well to another seemed very unlikely. None the less, in order to check for any possible spread of virus or cells in the plate, a row of wells containing leucocytes was left uninoculated between the rows receiving undiluted and IO -1 virus. No cross-contamination has been detected since this precaution was taken but it was considered prudent to include such a control on a routine basis.
In order to assess its general applicability, the new assay method was used to follow the levels of infective EB virus in the QIMR-WIL cell line. Two QIMR-WlL cultures were diluted r[3 in growth medium and a sample harvested daily for ~ week. Cell viability was recorded daily and filtrates of cell extracts and of culture fluid prepared and stored as already described. On the day of assay, replicate cultures were prepared from about 4o ml' of adult venous blood and all stored samples were diluted and inoculated. No transformation occurred in control cultures inoculated with Raji filtrates, but that which occurred in cultures inoculated with EB virus dilutions in I month was recorded. The results of two experiments are shown in Figs. I and 2 . The results were similar and showed that the level of cell-associated EB virus capable of transforming cells was highest up to 3 to 4 days after subculture and thereafter decreased quite rapidly. In contrast, the level of transforming virus in the extracellular fluid remained at a fairly constant level throughout the week. The titre observed in cell extracts was up to ~o 3 higher than that recorded in fluid and the peak titre was associated with the peak viability of the culture.
These results are applicable to particular cultures of a particular line (QIMR-WIL) of human lymphoid cells as experience has shown that the level of virus in QIMR-WIL cells can vary tremendously, apparently depending upon conditions of culture. However, the work Days after subculture of QIMR-WIL cells so far clearly shows that this micromethod is quite suitable for accurate assay of the infectivity of EB virus by means of transformation. It is expected that, apart from allowing some vital basic information to be obtained, the present assay will find application in several important aspects of research into EB virus.
